| SIVsmE041 Infection of humanized mice
The SIVsmE041 (GenBank accession HM059825.1) used in this study was obtained from a 21-year-old sooty mangabey euthanized for displaying clinical signs of AIDS [18] [19] [20] [21] [22] and then propagated in sooty mangabey PBMC creating a true primary isolate comprised of a population of closely related viruses.
| Plasma viral load and CD4 + T cell level determination
Five hu-HSC mice were injected intraperitoneally (i/p) with 200 μL of SIVsmE041 (TCID 50 811). Peripheral blood was collected by tail vein puncture weekly for viral loads and bimonthly for engraftment ( Figure 1B ). Viral RNA was extracted using the E.Z.N.A. Viral RNA kit (Omega Bio Tek, Norcross, CA, USA) and viral loads determined using the iScript One-Step RT-PCR kit with SYBR Green and the manufacturer's instructions (Bio-Rad, Hercules, CA, USA)
as described previously. 13 Whole blood was stained using fluorophores conjugated to mouse anti-human CD45-FitC (eBioscience), CD3-PE (eBioscience), and CD4-PE/Cy5 (BD Pharmingen, San Jose, CA, USA) and assessed using the BD Accuri C6 FACS Analyzer as described previously. 13 CD4 + T cell levels were calculated within the CD45 + CD3 + double-positive population, and decline was assessed using a two-tailed Student's t test (P ˂ 0.05). 
| Preparation of SIVsmE041 for sequential passaging
At the end of each generation ( Figure 1C ), SIVsm-infected mice with the highest titer were euthanized and various tissues such as the spleen, bone marrow, lymph nodes, and whole blood were harvested and used to propagate virus as previously described. 13 For each subsequent generation, five hu-HSC mice were injected with 200 μL of viral supernatant.
| RE SULTS
Following the initial challenge with SIVsmE041, hu-mice showed detectable viremia within 2 weeks. The viremia levels gradually increased by three logs peaking at 6.69 × 10 4 copies/mL at 10 weeks post-inoculation (Figure 2A ). Virus from this first passage was then subsequently passaged six more times in hu-HSC mice to mimic the evolution of SIVsm into HIV-2. By the seventh generation, viral loads were found to be 2.5 logs higher at 2 weeks post-inoculation compared to that of initial first passage indicating an increase in viral fitness ( Figure 2B ) to human cell infection.
One of the hallmarks of HIV infection is the depletion of CD4 + T cells. There was no significant human CD4 + T-cell decline during the initial few weeks of infection with SIVsmE041. However, a gradual decline is noted during subsequent weeks relative to the uninfected controls ( Figure 2A ). By comparison, during the seventh passage, SIVsm displayed a more rapid, statistically significant (P < 0.05) CD4 + T-cell decline by day 10 ( Figure 2B ), suggesting an increased pathogenicity of the serially passaged seventh-generation viral strain. 
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